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tJ'i^mmmihm&^h^)y^>^tm^^fzm^mm&m ^^^^^^ 

10 0 0 1 ] 

[0 0 0 2] 

J^m&mi±. 1 9 7 S^lzRh einwald^:Gree n o T^MM^ h 

(DMmmmm^ti. ^Btxm^^j:M&un^mm<D&m mm thtzmmim^m 

[0 0 0 3] 

^&»^ffl=^^/^/i^*&;t<7)±>fc®#:ji{i, ;v (V i c r y 1 • ^ 

^^K&'^h V (Ac e 1 1 u 1 a r De rma 1 Matrix' ADM) 

^^V^'7^^y^m^t LxmmmBm^U^^A.fz AJ:M]^^^\ D e rma g a f t ( 
^MM^) X-h ^ ^ HansbroughfbfiDermagraft (^MM?) \z^j^ 

mm^m.^^A.fm^m^m&m^im\.. mmvtzo ttz. c-gag (co^ i al 

en-Glycosaminoglycan) 198 O^kZY annas =r 

tZiT''^'^^ L.Tr^mL/^^^c7)-e^^. 1 9 8 S^kZB o y c e f± C - G A G tc^^ 

mm^mmLfzmm&m^i'^mL^ n^Ltzo 

[0 0 0 4] 

tm&^^\^^tmmm&t(Dmmmmizis\.^x. xmLfzM&u^^wmm^^^fzi^oo 
<mm&t Lxm^^fLfz'hcDx^^ho ^n^m^t Lfz^m&mK^^^xam^m^rj: 

^tL^o mm&m<^mmm^\:i>zii^hK\,^<'oyi^(D^-m^^r,^ m^iK=^{iCi6^: l 

[0 0 0 5] 

^m&m^mmir:s>:^mf)\ ■mi:>mmm<DM.^mm^^§.»x^:h:iti^mhfixV^:ho l 
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fix\^^^mmMmm'itM&-^ hv^y^;^. AiioDerm i^mmm. ^hl i f e 
mis 8#HSo ) o lt^-l. ^mm^mix-^^sDSKx^mm-^mi. «mjb*v^{± 

^ - V ^ # ^ ;|. nTtgt4>?)^~^ ^ o 

[^^K'lifcKl] Rheinwald JG & Green H : Serial cultivation of human epiderm 
al keratinocytes : the Cell formation of keratinizing colonies from single c 
ells. Cell. 1975;6:331-344 

[#^#^^K2] 0' Connor NE. Mulliken JB, Banks-Schlegel S, et al : Graftin 
g of burns with cultured epithelium prepared from autologous epidermal cells 
. Lancet. 1981;1:75-78 

W^W:^Wi3] Nanchahal J & Ward CM : New grafts for old? A review of alte 
rnatives to autologous skin. Brit J Plast Surg. 1992;45:354-363 

Hansbrough JF. , Morgan JL. , Greenleaf GE. , et al : Composite 

grafts of human keratinocytes grown on a polyglactin mesh cultured fibrobla 
sts dermal substitute function as a bi layer skin replacement in full-thickne 
ss wounds on athymic mice. Burn Care Rehabil. 1993;14:485-494 

IW^^Wr^ms] Bell E. , Ehrlich HP., Buttle DJ. , et al : Living tissue form 
ed in vitro and accepted as skin-equivalent tissue of full-thickness. Scienc 
e. 1981;211:1052-1054 

Boyce ST., Christ ianson D. . Hansbrough JF. : Structure of a 
collagen-GAG skin substitute optimized for cultured human epidermal keratino 
cytes. J Biomed Mater Res. 1988;22:939-957 

[#^#i^:5:K7l Llvesey SA, Herndon DN. Hollyoak MA, et al : Transplanted ac 
ellular allograft dermal matrix. Potential as a template for the reconstruct 
ion of viable dermis. Transplantation. 1995;60:1-9 

[##lt:5Cftfc 8 ] Wainwright DJ. Use of an acellular dermal matrix(AlloDerm) i 
n the management of full-Thickness burns. Burns. 1995;21:243-248 

[0 0 0 6 ] 

mm ^ Mik-t :hfztt> (D^m 

[ 0 0 0 7] 

mhfzo 

[0 0 0 8] 
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[0 0 0 9] 
[0 0 10] 

[001 1 ] 

[0012] 

[0 0 13] 

M fz^%^1^mi^M ti . 3 9 - > ^^^'^i^X \t:=i^~^^y7.7i^y cojj^ ^ _ ^ ^ 

{mM'k%m-t^fz)^<DmA(o'mm\ 

[0014] 

t^hw^ mi^fzM\]im&mux^ z> mnjL{tmm.(Dmm.-^^t^fzibmw{kmMmi^ k 

ellular Dermal Matrix: ADM) "C^^o 
[0 0 15] 

^;tM(7)^^iMMiC(±«^;&:^-^;6^-f^^$tt-CV>^o 1972^ ^' 01 iver 
^ h V 7° V >- J: ^ ^ > ^ J: o T -7^ ^ * ^Iffl^^^t L (01 iver 

RF. , Grant RA, and Kent CM. : The fate of cutaneous ly and subcutaneous ly implan 
ted trypsin purified dermal collagen in the pig. Br J exp Path. 1972;53:540-549 
) o 1 9 8 7^\ZG r i n n e 1 ^ (i&jtco<ft,^i!l!t?^Jff V^, -f-Of^ tf > -b 5^ h =^fflV^T 

M}^i^-hm&^mm-^^mmmijmKi:^)^m(D5^mwMmt^'^'ofz (crinnei f., to 

da K. , and Lamke-Seymour C. : Reconstruction of human epidermis in vitro is acco 
mpanied by transient activation of basai keratinocyte spreading. Exp Cell Res. 1 
987:172:439-449) o tfz. Sasamotoe){± 199 0 ^^ZT ■< :^7'i~-^^^\z 
yy h^JtOADM^'f'^SLfc (Sasamoto Y. , Alexamder JW. . and Babcock GF. : Prol 
onged survival of reconstituted skin grafts without immunosuppression. J Burn Ca 
re Rehabil. 1990;11:190-200) o 
[0 0 16] 
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4 ::^^-^~-^tr^ --Jc^y Y-^^^T T i t onX-1 0 0 ^m.^^t^'^fzMmB'it^^ 
fHo'Lfc (Takami Y. , Matuda T. , Yoshitake M. , et al : Dispase/detergent treated 
dermal matrix as a dermal substitute. Burns. 1996;22:182-190) o tfz^ A 1 I oD 

arm (^iTOl. ^ML i f e C e 1 H±) {i. 1 Mmti~ h V K X r) ^^j^ 

f[iiiL/cm. ri^~v^:^> vx-:^^sDs ^m^^rm&p^m^mm^m^^^ l/c ^ o-c 

^j-S (Livesey SA, Herndon DN, HoUyoak MA, et al : Transplanted acellular allogr 
aft dermal matrix. Potential as a template for the reconstruction of viable derm 
is. Transplantation. 1995;60:1-9; Wainwright DJ. Use of an acellular dermal mat 
rix(AlloDerm) in the management of full-Thickness burns. Burns. 1995;21:243-248 

[0 0 17] 

M&P^mM<D^^KliSDS^T t i t o nX- 1 0 0 t\^^-^fzr^~-Jj^>h =^fflv^ 
^yjm<Dimz^ PB St:-^t#-|^*i-^:^fi^J>fil-^§tL-rv^^o Marsha ll?>{ilM 

mti- h y ^j^^m(o^k. m&u^^ p b s 4 ~ s mm ^ <^-Rmmm's-r^ z-tizx^) 

^l&mU^M(DADM^i^MLfz (Marshall L. , Ghosh MM. , Boyce SG. , et al. : Effc 
t of glycerol on intracellular virus survival ; Implications for the clinical us 
e of glycerol-presserved cadaver skin. Burns. 1995;21:356-361) o y*:?' — ji > > 

mmx mwm xmrnm^^uw l a d m ^ ^^^ux § ^ ^t^m^ ^m^^^^t-^-hM 

h U y i> :^K'iPlh:^^cor^ -z^:fy^^]Z:h'aSm'\i^^^&o W a I t e r hit. m^ti- V 
V^A. ^v^T'S D S-t?f^»L/cADM7&^ jii#OMaili:it'^T«Jii^iiDi6^ L 
fzm^(7)mm^'^ V ^ t =^^LTV^-2, (waiter RJ. . Matsuda T. 

, Reyes HM. , et al : Characterization of acellular dermal matrices (ADMs) prepare 
d by two different methods. Burns. 1998;24:104-113) o fzfzL. ^M^M^ti- Y V 

ikm<DmMmxit^ ^^ti-hv ^j^mm<DmzPBsmmLtzADMKit^x. sDs^!!k 
mLfzADMxii^mm^^^^iiM&Ps5!5Lmmmm^<Dm^j^-:^^^hiizfzo irtj:t>ib^ « 

[0 0 18] 

W\^\Z<:>\^^X\j^<'0%(D^^ifl^Z>i!fi (Yancey KB. : Adhesion molecules. II : Intera 
ctions of kerat inocytes with epidermal basement membrane. J Invest Dermatol. 199 

5; 104: 1008-1014) . ^^m^mj^m^zid^^x ^ ^(DmM'\±mmx\i-^j:^>o ^mmimk 

(lamina densa). mmWi (lamina lucida). MIHIB 
'^(fibroreticular lamina) (D . I VM=i9- 

9 y 4 y^u^^-^y^ ^y ^ ^yi!fi±^6^Xh^ . -f-L 

T'^ 5 T-'X y— A (hemidesmosome) yiJ V y if y ll' (anc 

horing fibril) t\^^':>fz^mmmh}ii>\Z. <JO^^*^?i 

^nmMi^^^&mumm^^it^m^^^m^-^^\^x\^>^o ^mi^m^i^xcDU^ 

[0 0 19] 
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^Lfzt:i:b. ADU<Di^v:^m&mf^')&mm:^^M.U-^^^^fz^t^:mLX\^^^ (Ojeh.N 
.0.. Frame.J.D., F.R.C.S., et al : In vitro characterization of an Artf icial der 

mal scaffold. Tissue Engineering. 2001:7:457-472) o tfz. Ra 1 s t o nhli&J^ 

t't^-^Lfz (Ralston DR, Layton C, Dalley AJ, et al : The requirement for basem 
ent membrane antigens in the production of human epidermal /dermal composites in 
vitro. British Journal of Dermatology 1999;140:605-615) o ^k^-f ^MMM'Clt&JM. 
m <r) (7? it J; ^iSiS 5f^^ \z. \tmM tsimt^hixtj^-h-^^fz if. co^^tt 

KitW^hii-i-^^ifih-hfy^fzo ^fz. ^'&MU\-^^^^mM(nmm!i'mi.m.^hf\^t^ii^^fz 

1 MMAY.^ hV'^A^ffiv^^ ■^mif'M. L T ^} . *^rt,^J3So 1^* (± p B S 
[0 0 2 0] 

ADM^cmlft^aJiti3J;^f^^|ffl|a^a<^^^/^m'^MJt«^;t{i. 19 9 7 
^tcG h o s h hifi%^\.fzifi (Ghosh MM, Boyce S, Layton C, et al:A Comparison of 

Methodologies for the Preparation of human Epidermal -Dermal Composites. Annals 
of Plastic Surgery. 1997;39:390-404) . ^c^Mdtt^S^ t T\ |Wi»CD^?F3^{±|WIM^ 

Manimalha Balasubramani, T Ravi Kumar, Mary Babu : Skin substitutesia review. Bu 
rns. 2001;27:534-544) . ADM^C^^IEIS (keratinocyte) -^m.^ 

^^/f:^«.fejf 0^#-v(7)#;fjtf^^t;ov^-ClStg$:|xTV>^ %(D\%. Chakrabar 
t y :^-^m^^fzm(n>^X-h^ (Chakrabarty KH, Dawson RA, Harris 

P. et al : Development of autologous human dermal -epidermal composites based on 
sterilized human allodermis for clinical use. British Journal of Dermatology 199 
9; 141: 811-823) o ^fz. ^«ii&(cP^LT^. ^h\:.ii^K \ 1 oDe r va\,zumm. 
m=^a<^:ii^/f:^«±^trv>j7^-.#^(L7t^R^:^^'^;|.(7)^•^?ab'l. (Izumi K, Feinber 
g SE, Terashi H, et al : Evaluation of transplanted tissue-engineered oral muco 
sa equivalents in severe combined immunodef icient mice. Tissue Eng. 2003 ; 9:163- 

174) o ^i-^iii#«s/t<^isaj*s^^^#tt^!i{±, ^m. ■^m^(Dmn^h-bm^ 
m^hmz^hii-h. &m -tz tt -e ^ < «^ ^ }L&mu ^m^^tz mmM^&.^(oVGm m 

[0 0 2 1 ] 

h * tf mux {i mmm$mm h mx "^fifz&m^m^^x. ^^tx^isbt-r^'m 
im-^yv y ^ ::^^m&Ku^^^fzmMxmm&m'DmjktM}kt^m%\^. ^hkz. 
^m\^fzM:&-^mmmt'fz>^mx^z>o ^^-e. :^mnKm\'^hfLZ>mmjnt^mm^i 
mmi)^hn'WL'^fifzj^mh\i. \^xm.i^^(D^m.i)^'iL'm^£\^ y^comcom 

mtmmjL\i^m(Dmmi)-^hw^^fifz&mxh ^ . mm<7:>mm^^xh^^hmi-^ l 

:^^^y/^y^^Km^i^^-^fix\^^:h&mi>m^^^<iti}^x^&o mm&mn. ¥±&o. 

3 8mmJ¥ {^mm 0 . 0 1 5-(y^m) ^^m<D^m&J^ tLXj^mir^cDm'!-^X^:h 

o tfz. ^mmi<zi3\^^xiimm(Dmmm^<D^m^m\^^^^ ti.ost^'x:^^^ ^ ^oi^^ 

m^W^mtLX. ^l^. "7^^. }^yiy\ <i/v^^ 

mf^^t7!)^x^:h-i)^. ^mMt<^^\^>xii-y^&m'^m\^^^^ti!)mtL\^>o ^fih(D^ 
mii.w-i^o. ssmmff (wi^jQ. oib^y^w-) mm.(D5^m&mhvx^^m't^ 

(DiflUMx^:ho 
[0 0 2 21 

■^mm^^^^^x. w:m.\^fz]^m(o^&tM&^<^^m^i: wwi'Ltz&m-^. m.mmm-r 
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[0 0 2 3 ] 

SL< {±- 2 0 8 0'CO?a|£-t?2 4-4 SBf^, >fev^T?$f t L < {±|^#:S*=^ffiv^- 

1 9 Ormr. ^^tl^ift L< (4- 1 9 0~- 2 0 0°C<DU]^'ZT'^n-r^^t{ZX ^n^o 

-r^c: t^^^nxt^-e*;So S!lj»{4mML/cji;t=& 2 o~3 7 °ccoxa^-e 5^iy.±. UtL< 
{±5-1 0^^^#i-Si ttri i9^f^5tL-g,^ Lv>o 
[0 0 2 4] 

tfz^ 4:||H^t:i3V^T. ]«5i:ft:^7Xt{4. §ftL<{40. 8-2. OM. ^(bKtJ-tL 
<{4 0. 9-1. 5M. L< t40. 9-1. 1 M(Dm.mU'C^ ^ o mm±M7Kt 

[0 0 2 5] 

[0 0 2 6] 
[0 0 2 7] 

f^. ^^Ai^7ic#«^5Sit> X{4W7jc^^fflv^Sii^?prtg-C*;5,:*^ :$:||B;!t'i3V>T 
{4^§i^«fS^ffiV^^ C Lv^o :^:X®{4. h9>X>>a.;V (Tr ansWe 1 1 

, Ca_t No. 3 4 0 3 CORNINGtt^) ^j: t^<Dr^U 

'tt<7)$>^Mxtig§, *^xfp. ^t^. mmmm^^hmmmwM'&:nmmizmir:i ti,z 

o #5SMW?^i LTfi. \^^irfL<Di><7)^^mLXi>B,<. ^mMK^\^^Xl±. PBS (P 
hosphate Buffered Saline: V yM^W^lt^mik-^yK) . H B 
SS (Hanks' Balanced Salt Solution: ^ y^<DW-^ 

[0 0 2 8] 

-eM&mmi<zmmmmm^m.WMLi^^if^ ^<D'ik. ^h\,z%'^i,m^\z^±},zmM\^fz^ 
mxMj^mM^zmm.wm'm.^m\^i}^n ^ ^ t lv>o ^mMmwL(Dmmt, z^^-v 

t LT 1 0 OmmvA'- V^fflv^/t:^^, 10~30ml/5-l 0#-e^;S i t 
L<. 1 5-3 Om 1/5-1 0#-C^-2)ii:;&s-J; 19 0t L<. 15-2 5ml/5~l 
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[0 0 2 9] 

is it ^ ^ifflia-fkxfi . m& izmm^mm-i^^ ^ m l ^ i ^ ^ ^ 

[0 0 3 0] 

l§ o°c. 2 4B#ra. ^v^-em#M*=^fflv^T?a;S- 1 9 6t:. 4 sm^) . m 

miUmSV'C. 5^) Ltz^A. IM^^fc^ h V'>A7Xv#m^'&;t^?:RL, 3 7"^ 12 

jfiL«^o«. Tptit^iEit. wiimoifflfla. ^(Dm) ^^^^^^ti. M&i±A&mii^M. 

[0 0 3 1 ] 
[0 0 3 2 ] 

o 

[0 0 3 3] 

[0 0 3 4] 
[0 0 3 5] 

. 3^7n6^>&*a:i*i=f9-<>"^«jit*'»#$tL-cv^^o 

[0 0 3 6] 
[0 0 3 7] 
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[0 0 3 8] 

^ tL;z> o -e {± i 1 1± w ^ t -tr ^) ^ v^o 

[0 0 3 9] 

mmm 1 ] 

[0 0 4 0] 

(IM NaCl+PBS) 

^mm^ s v^{±lwijffi^rtlM^^i':^S t ^ o fz^m&m i^mM : o . asm 

mff : 0. 0 1 S-fVf-ff) ?Wa*^fflV^TmM (?aK-8 0°C. 2 4 El#r^. 
-CiSK- 1 9 6°C, 4 8B#r^) , Mm (ya*3 7°C. 5^) Lfz^k. IM N a C M3ft 

L. 37°c. 1 2\^m4 y Lfzo ^<7)^mi<' X ^ . m&tm&n. M^^mm 

[0 0 4 1 ] 

nhfhfzM&U6^^. h 7 >'X'j7^;k^Mv^-CP B S (3 7°C) l^iral. m^Y5fei#-L 

^ 'J >7 fcj^ofco 

[0 0 4 2] 

( 2 ) 13 m 2 (IM NaCl+TritonX-100) 

mi^mm^m^^xm^. mm^ik. im Nac i vx-$>:h 

Triton X- 1 0 0 (M^u^) M^. m^^:h1umo i->&:b*,. ^ii.fejt=^«;fe 
i:KS:^C:^^-r^l^^'i3V^T{±. W.^MmK^^^XlM N a C 1 ^a=^^fv>. :9-^L/^ 
*>fe04s|fflMb^atC:feV^-C(iT riton X-10 0 iZ X ^X^M^^ r):Jj'&o 
[0 0 4 3] 

(3) :^fe3 (IM NaCl+SDS) 

SDS (Sodium Dodecyl Sulfate: v;V^^^ b A) ^ 
mi^B^^XlM N a C I Ma=^^ffv^ :S-giLfc*&OteaMkiJ!kiaiCi5V^T(±S D S 

[0 0 4 4] 

(4) (T^VX/N°-^f) 

[0 0 4 5] 

( 5 ) -^m 5 (hVy°v> + TritonX-100) 
T'iS'-i^:!!:/ hT*;?,T r i t o n X- 1 0 0 (^p"piS) M^. fflv^^^^feo i-^^ 
^^TV\ ^^Lfc*.&Oia«'fkMlC:feV^rf4T riton X- 1 0 0 ioT^S 
[0 0 4 6] 

±iS5«liO:^?*tC j; l9#f^ADMOtt)yt=^5tML/to HI 1 {4> H E^fet^O MWiffi 

-SlJt. 25. t/. 1 ~ 5 J; l9#f^ADM<7)|!fM^*i?*;E)o MWlffi^jfcT^ifM^Kt- 
J: !9#/cADMO^-Ctri5V^T(4^;S:^>^«i(l^:StL. tf;. XMUMJJ^T^m*? *LT 
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[0 0 4 7] 

N a C 1 ^^V^T^MMS^^f o/tADMT-. *Jgmc^?a^¥;0^^?ftM$ ttfc (11 2 :S. 

[0 0 4 8] 
[ai] 



Method 



Temperature/ 
Time 



Cell TypelV 
Removal Collagen Laminin 



0 +lMNaCI 
+PBS 



37°C/12hrs 
37°C/lweeks 



good + + + + + 



+lMNaCl 
+TritoiiX-100 



^1 

37°C/12hrs 
37°C/4 hr 



good + + + + + 



+lMNaCI 
+SDS 



■^1 

37°C/121irs 
37°C/1 hr 



good 



+ + 



^1 

37°C/12hrs 



good 



+TrironX-100 



m 

37°C/4hrs 
37°C/4hrs 



good 



^ 1 -80°C/24h + -196°C/48h +37°C/5min 



1 #ffiADM(D«t#t± 



[0 0 4 9] 

IB CO® ^ "Cab^o 

<lfflJ3acO^* (Cell Removal) > 
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good: ADM-^--hmB-^^^^K^^-^tL±o 
<lYm^y-yy (T y p e IV Collagen) > 

<>'5^> (Laminin) > 

[0 0 5 0] 

[^MM 2 ] 

[0 0 5 1] 

{± ^ ^-S:^!^^?)^^^ <7)^^;e,?^ ^^g: • ^}^mm. t a d m t o ^ -t? otu^ (i 

^ ^ fi-f-mm-\i \i ^^fzo 4 J: i9 # /i A D M ^ Ui^ t L /^^^M^^^jf ti 

0 ii'&bKxy)%fzADM^u^}i\^fz^%^m^m&m^±. mB.mm.(DM.mit\im^x^ 
-^fzifi. m.^mmhAT>Mh(r>m-^^^Km\m\^x\^^fzo -=>th^ ^Ai^MKi^mx^fzm. 
mmm. ■f-<-x(Dm.m.mzid\.^x^m&mmmi\:.\.. nnmi)mm^ftfzo ttz^ a 
DM^(Dmmmk<Dmm'\i(Dm-m\zio^^x\i. i^mi. 2:^xf3(DiM nhci^mv^ 
fz^mmiEL'^m. o a d m-^^ {i . -^xcd^w^ is t a d m t t <Dmmifmu $ ti 

fzo c:tL^cMb^ :;^-S4 i ^T*^ >(./^•--^f^ ^d^^ :;^-&5 i^s h 1; T'v^Mat^J: ^ 

#/cADM-e{i. ^&MmmhAT>Mt<D^mti^mm'(^^^. R^iSi ADMtO^T* 
[0 0 5 2 ] 

^h{z^ ■)smi-5Kx^mzm.^m-!^m&.m'^'^&it^mKm^L. ivMn^--^^ 
\zx ^%fzAT)M^m^t \^fz^%^mi^m&mK^\^x . i Ym^'y-yyo 

{i> *^m*ii'fbft<^s*tt> ^mm».t\^x(D'^^mzmfifzi^(Dx-^<^fzo 

[0 0 5 3 ] 

[*;if&^il 3 ] 

^^V^fiSDS^Tr i t o nXl 0 0 ^J:}f(0-r^ ~-J :i^y Y ^m^^fzit^&^1j^}^\Z 

1 i9#^tL/iADM^V^^o 

[0 0 5 4] 
[0 0 5 5] 
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-^-v: 11/ 



[0 0 5 6] 

im2] 



ADM 



+ 



+ 



+ + 



+ + 



+ 



+ 



— or+ — ^ + 4- + _j_ 



+ 



+ + 



+ + + 



+ 



;2 ADMt^^(DiBi^t(Ditm, 



[0 0 5 7] 

<m]^mm<omm'\±> 

+++ : m.i^KMmi\:m&m:dm<mmLx\^>fzo 
++ : mm:^Mm^hm&m^mmLx\^^fzo 
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<m.mit> 

[0 0 5 81 

immm a ] 

m5!EMMiOtlJf|5(7)— g|5 \z-mm\ 2 ^ ^^/^:$:||H^01t'^a:^«iSjt ^ h b s s ( h 
anks' Balanced Salt Solution: ^^>'^^'X (D^MM-Wi^W. 

^^fLfz (07) o 3 S(7);^#iijtOHE^'feft-e{iW*t^«&itom«fi 

[0 0 5 9] 

mtm\ 5 ] 

m^'nzmmmmm±&mmxitmm4^m±&mm'tm.^^^fzi^mum.^ 1 iip^^^ 
:^#-r^i^:^cj; t)#fco ^hfifz^mm.m^uEm'^'t^^tizxiommLfzo man 

mm^tLfzo mmammm.m. mmyhmmti>i<z^ mmmiMUx-^^. ADuam 

[0 0 6 0] 

L^mm 6 ] 

y-^ X^UMLfz&m {^m&m :^i^mO . SSmmfflO. 0 15^^^5^i¥) 

m^mm^i^m^^xm^ (um-s o°c. 2 4^^. :^\^^xum- 1 9 et:. 4 s^w) . 

M (?UK3 7°C. S^S-) Lfcf^. IM NaCUcSL, 3 7 °C. 1 2 Bf >^^^-^ 

- h L/co ^c7)^atci!9. m&tmmi. Mmzmmm^m^^fz-^rnxm^M^iz^m^fi 

fZo 

[0 0 6 1 1 

#^tLfc*&S|5^^. h 9 >X'i;^;V^Mv^TP B S ( 3 7 "C) 1 i^^?^i#L 
[0 0 6 2] 

±miz::i)nfzADM(Ditmt:mmLfZo miOit. HE^-feftoy^jS/t, 23:tJ^\ -7'' 
^ ADumm^Mx^^o :7^i^^jt<7)|)fM^^ir^'v^T, W^'feic^'fe$tLTv^;z>f|5^ 

m^mmiim^^fix\^^^^t-^mmx^fzo ^tJ9s #^tLfcADM{±^^tcMM 

LTV^fc (HI 0) o 
[0 0 6 3] 

tfc. mmm^^x^:hivm=i^-^^>Rxr^^=->^f^mt^mKm'^L. &mm 
<D'^EL^(Dmm^mMLfzo mi ^a^s^b^e^^fef^oT^^ADMoiifM^^t^afei?. 

A D MX fi^^fe tc:5i < ^-fe $ ttfcf |5:^;e>^~^ ^ tL. «m<^7a^>&^'?SM ^i^fz (011) 

o 

[0 0 6 4] 

miE# 2005-3006869 



#JM 2004-024351 



^--J : 13/E 



mtm 7 ] 

m4K^\^\ :^mM(D-^^ ADMiz}^ MtH^m. ^V^T. H h^M|&=^ML. 

[0 0 6 5] 
[^WJ 8 ] 

:^mm(Dy^^ ADM^m^^fzm^mmm^ma. KB S S (Hanks' Balan 
ced Salt Solution! ^ 7.<D^miM%m^) ^-e?5fe^#- LTtf^. 

-^~iy:i>hmmm i'^m&j^ ^m^iav. m&m lxmu \zmt-t fL\i^\,-^ „ 

[0 0 6 6] 

immi 9 ] 

[0 0 6 7] 

imi] mm.&mRtf:fvm i-5KJ:^nh titzmmmtM^-^ y^) y^T. on. 
im 2 ] -lo'ik 1 - 5 r j; ^nhftfzmmmtMj^'^ ^ v ^^i':feit'2> i vm^^- 

Hlo 

[la 5 ] 1 ~ 5 i i9 nhixtzMmmitM^-^ >v y ^mi^t Li-zm^mm 
m 6 ] ifm 1 ~ 5 J; 19 # fifzMmmitM&'7 h y -7 ^ ^ ^mi^t Lfzm^m^ 

[1117] :^^B^(Dm^mmm&Mm$.i^ im$.mkRif2 2 eg) ^^i-niM'ftffi^ 
Rz^\ :^mMmM^m^m&mm'm^ (1 3 a a) cD^jtiifM (HE^fe. 

[s 8 ] ^mm<DmmmitM&'^ w y^:^ ^m^^^t L/z^m^mM (h E^-fe. 

j§^2 0 0i§) ^^i-lliMftffi¥*o 

m 9 ] 2^^H^cD«ia'fb*.s^ h V '7 :^ ^mi^t Lfzmm4^mm.^ (h e^-^. 
[HI 0 ] &mRzrmmm eizx^nh tifzmmmim&-^ v^) y^T. (omm.^ 

[nil] 6 j; i9 # ^ fifz^mmtM^-^ W y ::^\z^n ^ I Ym'=2 "7 ~ 



ffifE# 2005-3006869 



#11 2004-024351 



^-v: 1/ 



i^m^} mm 

[HI] 



■ Tve. s" v.- ■ .US 



+1M NaCl 
+PBS 



+1M NaCl 
+Triton 
X-100 




+lMNaCl +T'fXA-t 
+SDS 



+Triton 
X-100 



mi ABMommM h&e xioo 
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[H2I 
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2/ 




1, ;SiBl!fefil+lMNaCl+PBS 

2, a^ii^+lMNaCl+TritonX-lOO 

3, afBItil+lMNaCl+SDS 

4, )M^MM+Dispa.se 

5 , fi?+Trypsin+TritonX- 1 00 

02 ADMlzSSCt'SlVM^^— >5r>a)S^fe^ 
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ma] 



1 



"1 



^^^fe x200 



3 



1, asglt^f+lMNaCl+PBS 

2, ;S$gilijg+lMNaCl+TritonX-100 

3, ;*sei!!!fi?+lMNaCl+SDS 

4, asgii^+Dispase 

5, aiSStfif+Trypsm+TritonX-lOO 
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4/ 



Dayl-2 i==> Day3-6 c=> Day7-14 



(5 X 105/cm2) 



m^mmmm 

(5 X 105/cm2) 



pOQaOpCTOOO. 

Jj ADM^ 'l 

» » w v ■ • a 















.'oooiooQoooa* 


i-^jM «. a K • « a K ■ s s ■ 



1114 ADM^tl^<!:Lfc^g-&m±g«JSJ»0'f^M5S 
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5/ 



[HIS] 





1, »^ii«+lMNaCH-PBS 

2, ;*i^iiffi+lMNaCl+TritonX-100 

3, ;«$giSfi?+lMNaa+SDS 

4, aiglt^+Dispase 

5, ;*Sgffli«?+Trypsm+TritonX-100 

g|5 ADM^4i**:<tLfc^*^iy±S«JSJtO)M^^ 



ai|iE# 2005-3006869 



#11 2004-024351 



6/ 



me] 



s 




x200 



" ■ 3 

1, ^mmm+lMNaCl+FBS 

2, *i^iiM+lMNaCl+TritonX-100 

3, ;*SKB4<B+lMNaCl+SDS 

4, )M^MM+T>ispase 

5, ai^iiP+Trypsin+TritonX-lOO 
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H&E x200 
Els ADM^iBi^tLfzt^ 



[09] 



H&E x200 



miE# 2005-3006869 



#fS 2004-024351 ^~-J : 9/ 

[mo] 




H&E xlOO 
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5— > 



1 1 T^-Ji ADM(C*5lt-g,IVM=l^— ^>fccfci; 
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1/E 



mm 

^ ® ^ oiffiig^^-7 h u -7 u^-t ^ i i i . m&m if-^B, \zmn 
r^^Ei] m 1 
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[502344086] 



mm^B B 2002^ 9^20H 

ft pjf MM^^mi^mm 6-20 



2 ^»^^g^f|55^^^#|*i 



ffiliE#^ tBiE#2 0 0 5 - 3 0 0 6 8 6 9 



